1. Introduction {#sec1-materials-13-02060}
===============

Carbonaceous nanomaterials (CNMs), including carbon nanotubes, graphene oxide, carbon black, fullerenes, nanodiamonds, and other nanostructures, belong to a rapidly growing family of advanced materials that integrate the distinctive properties of sp^2^-hybridized carbon bonds with unique physicochemical properties at the nanoscale. Each member of the CNM family exhibits inimitable features, e.g., a high surface-to-volume ratio, mechanical strength, acid and base resistivity, and electrical conductivity. Their widespread application in many industrial areas, including energy storage, electronics, sensors, agriculture, and the cosmetic and pharmaceutical industries \[[@B1-materials-13-02060],[@B2-materials-13-02060],[@B3-materials-13-02060],[@B4-materials-13-02060]\], is accompanied by increased human exposure. Carbon-based nanomaterials are also promising candidates for various applications in medical fields such as diagnostics, therapy, drug delivery, and imaging \[[@B5-materials-13-02060],[@B6-materials-13-02060]\], and in cell-based approaches, including stem-cell culture and differentiation \[[@B7-materials-13-02060],[@B8-materials-13-02060]\]. However, engineered CNMs such as carbon nanotubes and spherical amorphous nanomaterials, due to their similarity to combustion-derived nanoparticles, may cause adverse effects on human health via the accumulation of entire particles or their degradation products \[[@B9-materials-13-02060]\]. Thus, their cytotoxicity should be carefully assessed to increase prediction of regarding nanomaterial fate and safety in humans.

At the start of researching and developing any carbonaceous nanomaterial, it is necessary to evaluate its potential toxic effects, and identify the physicochemical properties that are responsible for toxicity. Additionally, it is crucial to clarify the molecular mechanisms of carbon nanomaterial-induced cytotoxicity \[[@B3-materials-13-02060]\]. Nanotoxicology has received much scientific attention in recent years, but published results have not led to any consensus on the toxicity profile of pristine or functionalized CNMs. To in vitro analyze a short-term effect of any material, different cytotoxicity assays are used in mammalian cell lines as models. Upon exposure to nanoscale materials, animal and human cells may be acutely damaged, and their functionality may be perturbed through different modes of action, often depending on material physicochemical properties underpinning surface interaction or internalization abilities \[[@B10-materials-13-02060],[@B11-materials-13-02060],[@B12-materials-13-02060],[@B13-materials-13-02060]\].

Carbon nanotubes are categorized into two types: single-walled carbon nanotubes (SWCNTs) and multi-walled carbon nanotubes (MWCNTs), which seem to be the most frequent material for cytotoxic tests on various cell lines. Due to their poor solubility and potential toxicity, they are commonly modified through the functionalization of the CNT surface \[[@B13-materials-13-02060]\]. Despite their different surface properties, increased production of reactive oxygen species (ROS) is one of the most common toxicity mechanisms of CNTs. It triggers oxidative stress, inflammation, and lipid peroxidation, and results in damage to proteins, the cell membrane, and DNA \[[@B9-materials-13-02060],[@B14-materials-13-02060]\]. It was also observed that different types of SWCNT can induce the deterioration of cell growth through the adsorptive interaction between SWCNT and components of the medium \[[@B15-materials-13-02060]\], or affect the adhesive ability of cells \[[@B1-materials-13-02060]\].

On the other hand, amorphous carbon in its different forms seems to be cytocompatible, as no toxic influence was reported even at high concentrations (exceeding 1.0 mg/mL) \[[@B16-materials-13-02060],[@B17-materials-13-02060]\]. Amorphous carbon deposited on stainless-steel substrates supports the in vitro growth and biomineralization of human osteoblasts, and favors osteoinduction in rat bone-marrow-derived mesenchymal stem cells \[[@B16-materials-13-02060]\]. According to Popov et al. \[[@B18-materials-13-02060]\], amorphous carbon films were nontoxic for osteoblast-like cells and pneumocytes. Exposure of the films to simulated body fluid confirmed that they are bioinert, so this material has been postulated as suitable for implants and other biomedical applications. Amorphous carbon nanomaterial was even suggested as a beneficial biomaterial substrate for supporting the cell adhesion and proliferation of neuronal cells in the context of their applications as artificial nerve implants. However, selected parameters of cell viability were determined after 4 days in culture, and no long-term exposure was evaluated \[[@B17-materials-13-02060]\].

To date, the investigation of the cytotoxic properties of CNMs has been confounding and inconclusive since opposing results have been reported throughout the literature, even for closely related materials. Divergent outcomes might be related to, for example, the subtle differences in the physicochemical properties or structure of carbon nanomaterials, the types of cells engaged in the tests, methods of particles dispersion, and used cytotoxicity tests \[[@B13-materials-13-02060],[@B19-materials-13-02060]\]. Despite progress in analytical techniques and protocols, assessing the cytotoxicity of carbon nanomaterials still poses considerable challenges. One of the major concerns about CNM toxicity determination is the lack of standards referring to the dose, exposure time, and measurable parameters of cytotoxicity. The development of reliable toxicity-screening tools is of crucial importance for the near future \[[@B19-materials-13-02060]\].

Attempts to understand how nanomaterial characteristics and properties may encompass increased toxicological effects for human tissue and cells require the use of harmonized, multiendpoint protocols, and careful in vitro assessment \[[@B3-materials-13-02060]\]. It is not yet fully understood which properties of carbon nanomaterials, e.g., surface area, mass concentration, surface chemistry, particle geometry, dispersibility, metal impurities, a combination of these features, or some other factors, play a central role in cytotoxicity \[[@B1-materials-13-02060],[@B3-materials-13-02060]\]. One of the factors influencing nanomaterial toxicity is their surface structure and chemistry that defines, inter alia, the material ability to interact with biomolecules. Biointeractions include interactions with proteins that are abundant in the extracellular environment and inside the cell, and other biomolecules like nucleic acids or lipids. The structure and composition of the protein coating is different on various surface chemistries, but can also be complex and dynamic \[[@B20-materials-13-02060],[@B21-materials-13-02060]\].

For better understanding nano--bio interactions, studies have made great effort to reveal unknown mechanisms in both in vitro and in vivo studies \[[@B1-materials-13-02060],[@B13-materials-13-02060]\]. Interactions with proteins leading to the creation of the so-called protein corona are often noted as the method to alleviate nanomaterial toxicity, make them biocompatible with the human body, and beneficial for therapeutic use \[[@B3-materials-13-02060],[@B20-materials-13-02060],[@B21-materials-13-02060]\]. On the other hand, protein-corona formation may also induce undesirable and sometimes opposite results: increasing or inhibiting cellular uptake, hindering active targeting, and mitigating or aggravating cytotoxicity \[[@B22-materials-13-02060]\]. Thus, creating specific protein coronas as a sort of natural nanomaterial functionalization, as well as the potential impact of biocorona on the fate of nanomaterials in the cells and tissue, should not be ignored \[[@B2-materials-13-02060],[@B8-materials-13-02060],[@B21-materials-13-02060],[@B23-materials-13-02060]\]. There are still several challenges to overcome in this field, e.g., issues concerning the composition of protein corona, and the ability of protein-coat components to interact with living cells or to play a crucial role in determining cell fate \[[@B7-materials-13-02060],[@B21-materials-13-02060]\].

The successful translation of nanomaterials for biomedical applications should be based not only on a detailed understanding of their physicochemical properties, but also on revealing the biological interactions of these materials and mechanisms that govern their uptake and biodistribution \[[@B3-materials-13-02060]\]. In the presented work, we effectively combined cytotoxicity assessment in human mesenchymal stem cells after their long-term exposure to CNMs with attempts to reveal the mechanism of CNM-mediated influence based on their surface chemistry and interactions with biomolecules. To the best of our knowledge, any previously published data combined the short- and long-term effects of CNM toxicity with their biointeraction capability in mesenchymal stem cells cultured in vitro. The presented study focuses on a new approach to CNM toxicity, disclosing the cytotoxic properties of CNMs through their ability to interact with proteins abundant in the extracellular matrix. The complete understanding of nano--bio interactions is the solution to the puzzling issue of carbonaceous-nanomaterial toxicity, reflecting their surface chemistry. It also paves the way for adjusting CNM properties tailored for specific applications.

2. Results {#sec2-materials-13-02060}
==========

Typical scanning electron microscopy (SEM) and high-resolution transmission microscopy (HRTEM) images of amorphous-carbon-nanomaterial (ACNM) samples are shown in [Figure 1](#materials-13-02060-f001){ref-type="fig"}. The HRTEM images show the spherical shape of nanoparticles having a very rough surface ([Figure 1](#materials-13-02060-f001){ref-type="fig"}C,D). The observed roughness was due to small aggregating spheres forming primary structures, shown in [Figure 1](#materials-13-02060-f001){ref-type="fig"}A (with a diameter of about 30 nm).

The primary spheres seemed to be rather ultramicroporous and highly amorphous. It is clear that they formed the secondary pore structure with a pore diameter up to 35 nm. Additionally, long and partially opened, commercially available, single-walled carbon nanotubes (SWCNT; [Figure 2](#materials-13-02060-f002){ref-type="fig"}A) were studied for comparison. The tubes possessed a very small number of side-wall defects and a small amount of amorphous carbon ([Figure 2](#materials-13-02060-f002){ref-type="fig"}A,B).

These CNM specimens were chosen due to the fundamental differences in their properties ([Table 1](#materials-13-02060-t001){ref-type="table"}). While SWCNT samples are tube-shaped, highly graphitized, with low oxygen content, and a small number of functional groups, the ACNM materials are spherical in shape, with lower surface area, higher oxygen content, and much higher number of functional groups on the surface.

[Figure 3](#materials-13-02060-f003){ref-type="fig"} presents results from a standard, i.e., short-term in vitro cytotoxicity evaluation using human mesenchymal stem cells exposed to concentrations of CNMs ranging from 1 to 50 µg/mL for 24, 48, and 72 h. Our results from the MTT (3-(4,5-Dimethyl-2-thiazolyl)-2,5-diphenyl-2H-tetrazolium bromide) assay showed that MSCs during short-term exposure to different SWCNT and ACNM concentrations slightly decreased their viability after 24 h incubation, whereas a longer culture resulted in compensating the number of cells, at least for concentrations not exceeding 10 µg/mL ([Figure 3](#materials-13-02060-f003){ref-type="fig"}). Low (similar to control cells) and stable lactate dehydrogenase (LDH) activity in all nanomaterial concentrations and during incubation time of up to 72 h suggests that the disintegration of the cell membranes was not significantly higher than that in control cells.

Data from the long-term exposure of MSC cells to carbonaceous materials in a concentration of 10 µg/mL showed that there were no considerable differences in the growth rate of MSCs up to approximately 20 days in culture ([Figure 4](#materials-13-02060-f004){ref-type="fig"}). However, longer exposure of cells (\>20 days) caused changes in their growth rate. Cells cultured in the presence of SWCNT showed decreasing cell proliferation, whereas cells exposed to ACNM proliferated faster than the control cells. This resulted in a higher by one order of magnitude cumulative number of cells at subsequent culture stages. Data from [Figure 5](#materials-13-02060-f005){ref-type="fig"} show the β-galactosidase activity of mesenchymal stem cells at pH 6.0, which is a good reflection of the senescence process. Senescence-associated β-galactosidase activity was clearly increased only in the presence of the SWCNT samples.

To shed more light on the phenomena of the different influence of CNMs, we assessed the protein-adsorption rate and zeta potential of the tested carbonaceous nanomaterials ([Figure 6](#materials-13-02060-f006){ref-type="fig"}). Adsorption studies revealed that carbon nanotubes adsorb a steady amount of proteins on their surface, whereas the protein corona on the amorphous carbon specimen was negligible. This is in good agreement with the microscopic data -- SWCNTs were larger and could not be internalized by the cell, probably due to the protein coat and/or aggregation ([Figure 7](#materials-13-02060-f007){ref-type="fig"}A), while ACNMs easily penetrated the cells ([Figure 7](#materials-13-02060-f007){ref-type="fig"}B). The proposed conception of the carbonaceous-material interaction with proteins and mesenchymal stem cells is presented in [Figure 7](#materials-13-02060-f007){ref-type="fig"}C.

3. Discussion {#sec3-materials-13-02060}
=============

Among different types of nanomaterials, CNMs belong to the most promising, offering extensive potential applications. Much progress has been made in evaluating carbonaceous-nanomaterial toxicity both during in vivo and in vitro studies, but these evaluations often remain confounding and incomplete \[[@B11-materials-13-02060],[@B23-materials-13-02060],[@B24-materials-13-02060],[@B25-materials-13-02060]\]. Although in vivo results are valuable, the involvement of experiment animals should be limited in accordance to current European Union (EU) directives \[[@B26-materials-13-02060]\]. With this in mind, careful and comprehensive approaches to in vitro cytotoxicity assessment are often called for.

Carbon nanotubes are a widely studied nanomaterial, but some in vitro toxicity tests showed that nanotubes are nontoxic, especially at low concentrations \[[@B27-materials-13-02060],[@B28-materials-13-02060],[@B29-materials-13-02060]\], whereas some researchers claimed that they could be more toxic than asbestos \[[@B9-materials-13-02060],[@B27-materials-13-02060],[@B30-materials-13-02060]\]. What is the cause of these apparently double-faced toxic properties of carbon nanomaterials? The nanomaterial-toxicity issue is a significant and complex concern, and as most of the studies in this area are not using the same methodologies and standards, so a comparison of the results is difficult. Moreover, published data indicate many possible mechanisms of CNM-mediated cell damage that should be concerned. In our opinion, the study of CNM toxicity is still very recent, and existing toxicological data are fragmentary; therefore, the multiendpoint evaluation of nanomaterial toxicity is not to be underestimated.

Chemical analyses showed that many physicochemical CNM properties, e.g., purity, shape, length, diameter, and aggregation ability may affect sample toxicity \[[@B1-materials-13-02060],[@B31-materials-13-02060]\]. Therefore, we chose and compared single-walled carbon nanotubes representing graphitized carbons, and amorphous material with morphology typical for hydrothermally prepared samples \[[@B32-materials-13-02060],[@B33-materials-13-02060]\]. Despite differences in the structure of the analyzed nanomaterials, literature data described both of them as biocompatible and nonimmunogenic \[[@B27-materials-13-02060],[@B28-materials-13-02060],[@B29-materials-13-02060]\]. In addition, both nanomaterials offer a new perspective of their application as nanovehicles in drug-delivery systems \[[@B34-materials-13-02060],[@B35-materials-13-02060]\]. Recently, oxidized carbon particles were described, prepared from graphite as a starting material, with the outstanding ability to penetrate a lipid bilayer membrane \[[@B36-materials-13-02060]\]. These particles were recommended as offering great possibilities in drug-delivery strategies. Regrettably, their biocompatibility was tested in vitro for only 24 h. The results presented in our study indicate that apparently nontoxic materials proved to exhibit dramatically different properties in long-term exposure.

We demonstrated CNM influence on cytophysiology after short- and long-term exposure of human mesenchymal stem cells. The standard cytotoxicity evaluation performed in a concentration- and time-dependent manner (up to 72 h of in vitro culture) did not reveal drastic differences in the toxicity of the tested specimens, which is completely in line with previously published results, e.g., by Mihalchik et al. \[[@B37-materials-13-02060]\] or Figarol et al. \[[@B38-materials-13-02060]\]. Cell viability at low concentrations (below 10 µg/mL) of SWCNT and ACNM increased slightly, predominantly due to an increased proliferation rate (that was observable after 72 h of culture). The decrease in cell viability at the highest concentration of 50 µg/mL was expressed slightly more with ACNM than with SWCNT. Surprisingly, cell-membrane damage was inconsiderable after MSC exposure to amorphous carbon particles.

Prolonged experiments allowed to distinguish the cytotoxic properties of ACNM and SWCNT. Results from the growth curve revealed that the amorphous carbon was rather biocompatible after long-term exposure, while carbon nanotubes were not. A repeated SWCNT dose of 10 µg/mL (far below EC~50~ as calculated from short-term exposure) initiated the toxic effects, leading to a decrease in cell-proliferation rate, and faster senescence and cell death. The senescence process is one of the reasons limiting MSC "stemness" and biological potential, and increased β-galactosidase activity at pH 6.0 is a good reflection of the senescence process in MSCs exposed to the repeated dose of SWCNT.

Undoubtedly, protein coatings modify and control the behavior of nanoparticles, potentially altering their aggregation state and uptake by cells, and cellular response, which, in turn, may influence their fate and hazard to human health \[[@B22-materials-13-02060]\]. Protein adsorption also underlies the depletion of the culture medium in biologically active proteins, including hormones, growth factors, and enzymes. Thus, we thoroughly examined the physicochemical properties of both nanomaterial specimens and linked them with toxicological data. The large surface area of SWCNT suggested the material ability to adsorb different biomolecules, while higher oxygen content and much higher number of functional groups on the ACNM surface could favor nano--bio interactions. Protein adsorption on the SWCNT surface turned out to be significantly higher than that on ACNM, and stable over the time. The zeta potential measured in a time-dependent manner reflects the stability of the protein corona as suggested by the literature data \[[@B39-materials-13-02060]\]. The hard corona comprised strongly bound proteins, while the soft corona was dynamic and was formed from loosely bound proteins that stayed in a dynamic equilibrium with the biological microenvironment \[[@B21-materials-13-02060],[@B22-materials-13-02060]\]. The zeta-potential values obtained for the studied CNMs indicated that a hard protein corona was present on the SWCNT surface, whereas a soft and labile protein coat was loosely adsorbed on the ACNM surface.

The possible mechanisms of the studied nanomaterials' influence on cell growth were underpinned with the kind of formed protein coronas. In short-term exposition, a protein corona coating the nanomaterial samples (whether strongly or weakly interacting) seemed to play a protective role in the cell culture. The toxicity of the protein-coated materials decreased, which was consistent with the literature data. Only recently, it was reported that the cytotoxicity of carbon nanotubes and reactive oxygen species formation in vitro were reduced for serum albumin--antioxidant--CNT complexes relative to those of serum--CNTs or CNTs alone \[[@B14-materials-13-02060]\]. Long-term cell exposure, however, is associated with a gradual increase in nanomaterial--protein interaction and impaired protein composition in the extracellular environment. Nanotubes are not able to release proteins from their hard corona, so surface-bound regulatory proteins are not available for rapidly proliferating cells. On the other hand, the labile protein coat on amorphous carbon, which was in equilibrium with the environment, was able to release proteins. The low toxicity of "pure" material and its low reactivity do not cause negative effects inside and outside the cell, which makes ACNM biocompatible and nontoxic for cells in long-term exposure.

Additionally, from microscopic data, one can conclude that SWCNT aggregates are large and predominantly visible on the MSC surface ([Figure 7](#materials-13-02060-f007){ref-type="fig"}A). They seem to not be internalized by cells, and as a result, are able to interact with surface receptors/external enzyme domains/channels, or decrease the adhesion ability. According to Wick et al. \[[@B40-materials-13-02060]\], the toxic effect of highly agglomerated CNTs was more pronounced, and it stayed in good agreement with our present results. However, according to recent reviews, CNTs can easily cross a variety of biological barriers and pass through the membrane into the cytoplasm \[[@B23-materials-13-02060],[@B41-materials-13-02060]\]. On the basis of our previous reports \[[@B19-materials-13-02060],[@B34-materials-13-02060],[@B35-materials-13-02060]\], it can also be assumed that single tubes are able to penetrate cells, and the aggregation state is one of the essential factors in determining the toxic potential of CNTs. Thus, toxic effects observed at the cellular level, i.e., growth deterioration or faster cell senescence, could both result from small membrane damage or be exerted from the inside of the cell ([Figure 7](#materials-13-02060-f007){ref-type="fig"}C). On the other hand, the ACNM material easily penetrated MSCs and accumulated in the cytosol ([Figure 7](#materials-13-02060-f007){ref-type="fig"}B), presumably via the endocytosis pathway, as suggested by some researchers \[[@B23-materials-13-02060],[@B36-materials-13-02060]\]. The endocytosed material remained partially coated with the vesicle membrane and did not cross the nuclear-envelope barrier. Even if it did, it could not interact with regulatory proteins, growth factors, or DNA due to its low adsorption capacity. Additionally, it has previously been observed that bare silica nanoparticles exposed to cells have stronger adhesion to the cell membrane and higher internalization efficiency, in comparison to what is noticed when a preformed biocorona is present on the nanoparticle surface \[[@B42-materials-13-02060]\]. One can conclude that the aggregation rate, together with surface size and properties, as well as protein coronation are the most essential factors influencing each other and resulting in specific nanomaterial cytotoxicity. However, this issue still requires more detailed studies.

Taken together, surface chemistry and biomolecule adsorption turned out to be crucial properties influencing carbonaceous-material cytotoxicity. From both studied specimens, only amorphous carbon was characterized by low adsorption capability and cytocompatibility, even when applied in the repeated dose and despite internalization ability. Such material seems to be an excellent carrier for novel therapeutic applications based on drug delivery directly into the cell.

4. Conclusions {#sec4-materials-13-02060}
==============

One of the major challenges in the development of nanomedicines is the choice of the right material, which notably determines subsequent biological responses. Despite considerable efforts in the field of nanotechnology, fewer nanoparticles and nanomaterials than expected have been applied in clinical trials. The wide gap between efforts and effective clinical translation is, at least in part, due to multiple factors governing both in vitro and in vivo environments, a poor understanding of the nano--bio interface, and misinterpretation of data collected in vitro, all of which reduce prediction accuracy regarding nanomaterial fate and safety in humans. The thorough analysis of CNM surface chemistry and nano--bio interactions is mentioned in the very recent literature. Hence, there are still several challenges to overcome in this field, e.g., issues concerning the composition of protein corona or the ability of these components to control cell cytophysiology.

Our studies here revealed that carbon nanotubes adsorb a remarkable amount of proteins on their surface, whereas amorphous carbon does not. Surprisingly, protein coronation aggravates the toxic nanomaterial influence on cell physiology. The long-term exposure of mesenchymal stem cells to SWCNT, coated by strongly bound proteins, showed a significant decrease in cell-growth rate, followed by cell senescence and death. Amorphous carbon, with a soft and labile protein coat, seemed to still be biocompatible.

We anticipate that these data are helpful in establishing a new approach to CNM cytotoxicity testing that considers nano--bio interactions. Differences in nanomaterials' surface chemistry, leading to different interactions with proteins, can be harnessed in designing tailored properties of engineered nanomaterials for biomedicine.

5. Materials and Methods {#sec5-materials-13-02060}
========================

5.1. Carbonaceous-Nanomaterial Preparation {#sec5dot1-materials-13-02060}
------------------------------------------

Commercially available, high-purity, opened single-walled CNTs (purchased from NanoAmor, Houston, TX, USA) were used in experiment studies and termed as SWCNTs. The detailed characteristics of SWCNTs (microscopic characteristic, the values of specific Brunauer--Emmett--Teller (BET) surface area, the enthalpy values of immersion in benzene and methanol, the concentration of surface acidic and basic groups, and the pH of suspension values) were previously given by Werengowska-Ciećwierz et al. \[[@B34-materials-13-02060]\].

Another newly synthesized material in our lab used in the study can be classified as amorphous CNM, and it is denoted as ACNM. A single-step process of hydrothermal synthesis was carried out in a Parr reactor (6 h, 473 K, 20 MPa) from 2 wt % chitosan solution in 2% acetic acid that allowed for the formation of nanospherical carbons with a diameter of about 30 nm (see [Figure 1](#materials-13-02060-f001){ref-type="fig"}). Low temperature (77 K) N~2~ adsorption, SEM, HRTEM, and pH of the suspension measurements were used to examine the properties of the new material. Adsorptive and acid--base properties, which are crucial for interaction with the cell and extracellular-matrix components, were also evaluated.

The tested carbon materials were dispersed by ultrasonication (3 h) in a concentration of 1 mg/mL in 10 mmol/L sterile phosphate-buffered saline (PBS), pH = 7.4. The appropriate dose of the solution was added to the cell-culture medium to obtain final concentrations of 1, 5, 10, and 50 μg/mL.

5.2. In Vitro Cell Culture {#sec5dot2-materials-13-02060}
--------------------------

Human umbilical-cord mesenchymal stem cells (MSCs) were purchased from PromoCell (Heidelberg, Germany). Cells were grown in Mesenchymal Stem Cell Growth Medium^®^ with 10% Supplement Mix^®^ (both from PromoCell) in a CO~2~ incubator with 5% CO~2~. Approximately 5 × 10^5^ cells were seeded in each well of a 12-well plate for 24 h.

For the short-term experiments, CNM samples were added to the growing MSCs in the concentration range of 1--50 μg/mL (in 1 mL volume of growth medium) and incubated for 24--72 h without media refreshment. In the long-term exposure, CNM samples were added to the growing MSCs in a concentration of 10 μg/mL, and cultured at least for 7 passages (circa 40 days) for SWCNT and 10 passages (circa 60 days) in the case of the ACNM material. The culture medium with CNM of 10 μg/mL concentration was changed every 3 days. After reaching the subconfluency state, the cells were subcultured and again exposed to the tested materials in appropriate concentrations.

5.3. Viability Assays {#sec5dot3-materials-13-02060}
---------------------

Trypan blue staining and MTT assays for cell viability, as well as the lactate dehydrogenase (LDH) activity test for cell-membrane damage, were performed in triplicate for cells after short- and long-time exposure to CNMs. A detailed description of the cytotoxicity tests was previously given by Werengowska-Ciećwierz et al. \[[@B19-materials-13-02060]\]. Briefly, the MTT assay was conducted as follows: MTT solution in a concentration of 1 mg/mL was added to each well, with cells exposed to different concentrations of the nanomaterials. After 30 min of incubation, the solution was discarded, and formazan crystals were dissolved in dimethyl sulfoxide (DMSO). Absorbance was spectrophotometrically measured at 570 nm (using nontreated cells as control).

LDH activity was determined in the culture medium by measuring the decrease in NADH (β-nicotinamide adenine dinucleotide, reduced disodium salt). The decrease in the amount of NADH was directly correlated to the increase in the number of damaged cells. For measuring LDH activity, the culture medium was collected from the wells with MSCs exposed to different nanomaterial concentrations. The LDH activity test was performed as follows: 100 μL of NADH (1.25 mg/mL) and 100 μL of sodium pyruvate (2.5 mg/mL) were added to 600 μL of the culture medium. Absorbance at 340 nm was spectrophotometrically measured. The number of damaged cells was compared to the untreated control sample, also considering the positive control treated with 1% Triton X-100 as 100% damaged cells.

5.4. Functional Assay-Senescence-Associated β-Galactosidase Activity {#sec5dot4-materials-13-02060}
--------------------------------------------------------------------

β-galactosidase activity at pH 6.0 was determined to evaluate cellular senescence. The untreated cells (control) and cells exposed to prolonged treatment with carbonaceous nanomaterials were collected at subsequent passages, counted, and then lysed using a lysis buffer with 1% Triton X-100. Aliquots of 0.1 mL cell lysates were added to 0.2 mL p-nitrophenyl-β-D-galactopyranoside (NPG) in a concentration of 4 mg/mL in 0.25 M phosphate buffer, pH = 6.0, containing 1 mM MgCl~2~ and 45 mM β-mercaptoethanol. After 120 min of incubation, the enzymatic reaction was stopped by the addition of 0.5 mL 0.1M NaOH. Absorbance of the released p-nitrophenol was measured at λ = 405 nm.

5.5. Adsorption Studies {#sec5dot5-materials-13-02060}
-----------------------

The tested carbon materials were dispersed by ultrasonication, and suspended in concentration of 600 μg/mL in 0.05 mM sterile PBS buffer with 1 % fetal bovine serum (FBS, about 600 μg/mL of total protein). After a specified period of incubation (from 5 min to 192 h) at 4 °C, suspension was centrifuged at 9200 g for 10 min, and protein concentration was spectrophotometrically assayed at λ = 280 nm. The remaining carbon nanomaterials were used for zeta-potential measurements.

5.6. Zeta Potential Measurements {#sec5dot6-materials-13-02060}
--------------------------------

Zeta potential was measured using Nano Plus HD (Micromeritics, Norcross, GA, USA) at 25 °C. All samples were suspended in 0.05 mM PBS buffer, pH = 7.4, to obtain a concentration of 10 μg/mL.

5.7. Statistical Analysis {#sec5dot7-materials-13-02060}
-------------------------

All experiments were repeated at least three times, and qualitatively similar results were obtained. Experiment data are expressed as mean ± SD of the triplicate independent samples. The presented photographs are representative for the three tested series of experiments.
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![Morphology of amorphous-carbon-nanomaterial (ACNM) sample: (**A**) SEM image, (**B**) low-temperature (77 K) N~2~ adsorption isotherm, and (**C**,**D**) HRTEM images.](materials-13-02060-g001){#materials-13-02060-f001}

![Morphology of single-walled-carbon-nanotube (SWCNT) sample: (**A**) HRTEM image; (**B**) low-temperature (77 K) N~2~ adsorption isotherm.](materials-13-02060-g002){#materials-13-02060-f002}

![(**top**) Cell viability and (**bottom**) membrane damage of mesenchymal stem cells exposed to (**left**) SWCNT and (**right**) ACNM in short-term evaluation. Bars represent mean ± SD.](materials-13-02060-g003){#materials-13-02060-f003}

![Growth curve of mesenchymal stem cells during long-term evaluation of tested materials. Inset presents cell number relative to control. Bars represent mean ± SD.](materials-13-02060-g004){#materials-13-02060-f004}

![Senescence-associated β-galactosidase activity assay during long-term exposure of mesenchymal stem cells. Bars represent mean ± SD.](materials-13-02060-g005){#materials-13-02060-f005}

###### 

Protein-adsorption (**A**) and zeta-potential measurements (**B**) of carbonaceous nanomaterials: single-walled carbon nanotubes (empty circles) and amorphous carbon (filled circles).
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![Mesenchymal stem cells after 30 days of culture in presence of (**A**) SWCNT and (**B**) ACNM. Bars indicate 10 µm; arrows show CNM agglomerates (**A**) outside or (**B**) inside cells. (**C**) Proposed mechanism of carbonaceous-material interaction with proteins and mesenchymal stem cells.](materials-13-02060-g007){#materials-13-02060-f007}
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###### 

Basic physicochemical characteristics of studied samples.

  Sample   BET Surface Area (m^2^/g)   Suspension pH   Oxygen Content (%)   Acidic Groups Ca (mmol/g) (mmol/m^2^)   Basic Groups Cb (mmol/g) (mmol/m^2^)   Ca/Cb
  -------- --------------------------- --------------- -------------------- --------------------------------------- -------------------------------------- -------
  SWCNT    570                         6.78            5.86                 0.1901 (3.33 × 10^−4^)                  0.0555 (1.00 × 10^−4^)                 3.43
  ACNM     100                         6.64            26.15                0.5787 (5.79 × 10^−3^)                  0.4981 (4.98 × 10^−3^)                 1.16
